Two novel steroidal aglycones, together with four known ones, were isolated from the hydrolysis extract of the CHCl 3 soluble extract of the stems of Marsdenia tenacissima. Their structures were determined on the basis of chemical evidence and extensive spectroscopic methods, including 1D and 2D NMR spectroscopy. These compounds displayed inhibition of the Hedgehog signaling pathway in vitro.
The EtOH extract of the stems of M. tenacissima was extracted with CHCl 3 . This was acid hydrolyzed by refluxing with equal volumes of MeOH and 0.2 N H 2 SO 4 for 2 hours. The reaction liquid was neutralized with aq. satd Ba(OH) 2 and the precipitate was removed by filtration. The filtrate, after removal of MeOH under vacuum, was extracted with EtOAc to afford an extract containing the aglycones, which was subjected to column chromatography on silica gel with CHCl 3 /MeOH to afford compounds 1-6 ( Figure 1 ). to detailed spectroscopic analysis to establish their chemical structures. Compound 1 was identified as tenacigenin A, by comparison of its spectroscopic data with those in the literature [12] .
Compound 2 was determined to be C 26 H 39 O 6 based on NMR and HRESI-MS data (m/z 447.2752 [M+H] + , Calcd 447.2747). In the 13 C NMR spectrum of 2, chemical shifts of all signals in the steroid nucleus were similar to those of 1, except for the presence of a tigloyl group. In the HMBC spectrum, the carbonyl signal of the tigloyl group at  168.06 correlated with the methine proton H-C(12) at  5.62 (d, J = 4.0 Hz) on an oxygen-bearing carbon C-12 at  73.61, establishing that the tigloyl group was located at C-12. Thus 2 was determined to be 12-O-tigloyltenacigenin A.
Compound 3 was determined to be C 28 H 37 O 6 based on NMR and HRESI-MS data (m/z 469.2583 [M+H] + , Calcd 469.2590). In the 13 C NMR spectrum of 3, chemical shifts of all signals in the steroid nucleus were also similar to those of 1, except for the presence of a benzoyl group. In the HMBC spectrum, the carbonyl signal of the benzoyl group at  166.79 correlated with the methine proton H-C(12) at  5.81 (d, J = 4.0 Hz) on an oxygen-bearing carbon C-12 at  74.18, establishing that the benzoyl group was located at C-12. Thus 3 was determined to be 12-O-benzoyl-tenacigenin A. 
